PCT/JP2004/011308 



0 ^ g ^ ffi J=f 

JAPAN PATENT OFFICE 



24. 8. 2004 



so as *s ft <*> # is k tarn $ *lt v>&^^teTiaomig 



This is to certify that the annexed is a true copy of the following application as filed 
with this Office. 



m m m u 

Date of Application: 



ffi ■ # * 
Application Number: 

[ST. 10/C] : 



2 0 0 3^ 7/I31B 



#12 003-205139 
[JP2003-205139] 




m m a 

Applicant(s): 




) 





PRIORITY DOCUMENT 

SUBMITTED OR TRANSMITTED IN 
COMPLIANCE WITH 
PJJLE l?A(^ rxx> ru\ 



2004f 9I30B 



,«v. 



U Commissioner, 
M Japan Patent Office 





CO 



> 

09 

m 

o 
O 




miE#-^ l±iSE# 2004-3087411 



2003-205139 ^-v* : 1/ 



U@&8ftrl P03-0089 



[nme] ¥^;i5^ 7B3ib 

[SHfc#IWMB] G01N 33/566 

[£j?r3lt±JgBr] ifSJfUt^Tfr&TBM - 5-1 Prendre. S 

6 0 1 

l&ffiXitmffi] *SF3E*JIIPHj -t**H 1-19-39 vt#e;v 4 0 2 
[»J#-S§-] 502441488 

lR&xi*%m 'U * try a V • * * e 9 ;v*^4± 

KtSA] 

[SfcBU*^] 100092783 

[ttB^-g-] 03-3273-2611 

100095360 

[IMU**] 100093676 



ffiiE# 2004-308741 1 



#02 003-205139 



V: 2/E 



100120134 
Vf-m&m&i 157061 

Mftffr&IK] 21.000R 
l&fijStelfcg^] 0310734 



tBIE# 2004-308741 1 



#M 2003-205139 



i- 9 J: 1/ 



mm*] wmm 

^ is * jswf -r * £ k k j: o t m m ? y > m * * * v - - > r -r * o 

&x^l ; 

(b) Ig (a) •CtlibttJtmRNA-lfa-n^ V>aat# TO k, fl 

tnmmfc m) fcwsi-rsx*! ; 

(c) X® (b) Ci 4 v> til $ ii^m R N A - t° a - n v ^ y > - ^ 

[ft^2] f Em RNA-ea-nv/fy y mRNA©3'« 

[W^3] Xg (a) Ki3V>T, UTIBmRNA^ 2 J£Lttf>v'*-r >f 

[SM£g4] xe (b) tCi3V*Tfflv^tL*lif^36^«^i^-e*^)> Iff 
IBIS^ 1-3 <7)v^tL^tcfe^o^ 0 

[11*3(5] Xg (c) K33V>T, «TfB^>^^Ri:«riBaiW»5fk7&*ffii:ft 
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[W^7] 1*1 (c) Km^X, £ Ml, (d) tfrfBSWg&SffcffillflUflfc 
W^S^tfmRNA-tia-DY^ V/-??®$S*§-fc (S) <£> 

mRNA^tjlfefCi 0 DNA^ISl, S *>K*-<7>DNAi::geS*3£yVf& 
it^ioT5fc^$^Ey!l4r^ri-^mRNA*|)iKU -OmRNA^Iff ( 

[W3cK8] #rfBDNAO^#^E rror-Prone P CRfcio-Cfr 

[m*^9] x>g (a) - (d) *mkm«L*)T&'rz.tKXvxmfft® j R£<D 
torn 

Iffi^lO] mffflmRNA^\ 8 - 5 0 0 1^)7 5 / t^Itf t^. ^ >a° 
[ffr^l 1] fgmRNA^ 10-20 OiOT^f^lit'&^V 

[IStfSSl 2] ItrfBmRNA^ 4-1 Oi^y^f^^Mtt^^^ 
K1" HfrfBiS 1 - 1 1 mvf tLfrKflBttO^r&o 

1 3 ] IfffBm R N Aj&*> W&t S^f^f *L-e*L 2-20 

'fi^ltLT^-r^ i^:7^ y ^BB^J* KfrWLL Tv^ * 3- K1"& 
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im^l 6] m*^-^-»±@ffi*&<&«Stfc*^rU frfSm R N A — t: a. — 

^ 1-15 OV^-f^twfBmo^&o 

7] t&fB@*lri s , tf^tf-X, 7#n-xt- 

y?**^ #'7*#fl, T'^xf^^fM^ > :/ 1/ > <b £ 

[1**311 8] miB^^-^-^H^^jiMSIfBTt^^^^tTiBi?, 

^<D®mnmUitLZtymLXmR-NA-\Sx.-u-?s[ v > - * KiSjg'fc ( 

>v?*«jl|S#: £i=|§ (c) ^1"^,, IfflBW^l 6X(il 7Kffifc<£> 

[Ih*^2 0] ffjfflit*^ 1 ~ 1 9 <D^-ftifr(Djimz £ ot#t)W * 

ifimt-f & * > So 

[0 0 0 1] 
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m 



^-v : 4/ 



[0 0 0 2] 

X$>h RKfc^I^J (Eigen, E. & Gardiner, W. , Pure & Appl. Chem. , 5 
6, 967-978) <7) $6^1984^1 Eigen h K X o Tit^£ tifz 0 ZtUtm**^ 

M*i><>tzfrT*m^&mft<7>m&Z7&:mt2>o 1990^^x0 rinv 

itro evolution (tS^I*]^^) J t m^n^-M^m^ £ "9 ;Br#lft&J& 
*^mtt, I^StL^M^*) RNA, DNA, ^y^Kfc#lK 

[0 0 0 3] 

^ (RNAtDNA) ^^--V^&^LTte, In vitro selection}* 
(Ellington, A.D. & Szostak, J.W. , Nature, 346, 818-822, (1990)) ^SELEX 
& (Tuerk, C. & Gold, L. , Science, 249, 505-510 (1990)) ^ $fc> *<~f*f- K 
, r^f^^J-^>^tt!i> 77-Vf^7"W^ (Scott, J 
.K., & Smith, G.D., Science, 249 , 386-390 (1990)) , ^_tMt* &@B£iJc7) 

& (Fodor, S.P., et al. , Science, 251, 767-773 (1991)) > tfz, MfflffiM 
K^^ffl^iOtlT , J'fy-Af-f^7 , P'fffi (Mattheakis, L.C., et al. 
, Proc. Natl. Acad. Sci. USA, 91, 9022-9026) tlX^& 0 
[0 0 0 4] 

ttz, ea-n7>f ->^<^#M^@*5pJfflt7^in vitro virusfe (Nemoto 
et al., FEBS Lett. 414, 405 (1997) (^Mf fr^diJU ) ; Tabuchi et al., FEB 
SLett. 508, 309 (2001) (5£#fr^tifc2) ^#hs) zm^X^??- Y*? 9 y 
?WZX?V -->r-t2>11&;i>m§&-£tiX\<>& (WO 0 1/0 1 6 6 0 0"^<Zr 

m (&mc& i ) #ho 

[0 0 0 5] 
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V>&iJ**V-AtV ^Wifc^In vitro virusfe^^tTV^ 0 — ^ ? WN- 
t £ & 9 NMR & £ W±X*lHl#ffc J: o T»*ft? § 4gJKi "CJC 
[0 0 0 6] 

mwrttt i ] 

WO 01/01660 0-^2tfR 

imtmM 1 1 

Nemoto et al., FEBS Lett. 414, 405 (1997) 

m®mcm 2 ] 

Tabuchi et al., FEBS Lett. 508, 309 (2001) 
[0 0 0 7] 

L J: 1 tirzmm) 
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^mvteKftm&tkc&fctbizmm-e&Zo 9ys*9&*mmz7*-)\'r<( > 

[0 0 0 8] 

&m%9>'i?M<DX? V -~>91j^ Jt(DX9 V 
[0 0 0 9] 

( 1 ) >m&*7 >9 r A izr^ j rnM^ izmxi- & - 1 ciotvx 

m^f-r & i t kx o t^je 9 >^9 % 9 u > 

(a) 'J?%< t 2^Jl±^)v^-r-r V^&Sr-^tr* >/N°?®£rj- K1-£mR 

(b) IS (a) t#t,tL3tmRNA-k'a-n7/f^>iife#: fl£) flg 

*R»#iM* (») iWSltSIg ; Xllf 

(c) Xm. (b) K£v>Tilli$*LfcmRNA-tf3.-n^vv-* 

- 9 9 Rjftjgfr c§£) «t« o v*-rtL*»o ^w^gi mmmmm t nm^m 

&-^tr±lE* * 'J ; 
[0 0 10] 

(2) ffBmRNA-t'a-D-7/f mRNA03'**:7^- 

ttifiE# 2004-30874 1 1 



#M 2 003-205139 



**— 9 J : 7/ 



■9- - LT tT a - n v>f -> yXli tf a - n -r «f >«Mk^*5tig t & ©-C 
&&_tfe (1) fc|B!W>#ifc; 

(3) Xg (a) Ki3V*T, frffimRNA^ 2 JSUitf) ~>*-r W >SUfe*#tr * 
>;^gi3-mDNA*?>te?$tL-5ii:i:j:oT«ll$^, ±15 (1 

) XI* ( 2 ) tcfBm^^fe ; 

(4) Xg (b) |:*V»Tfflv»5>*LSiiW#ifflfi»R»t*4, ±13 (l) 
~ (2) ; 

(5) X® (c) K£v>T, IttlB^ WC^JtfclWIBHIWWJlfc^SftfflLT^ 

_tfB (1) ~ (4) WV>f ^CffiKoM ; 

(6) Xg (c) Ic^v^xffill^LrwSkJpJiif^ttTt^^^^RS^/Xti 

(7) xm (c) «v^t, s&k, (d) mmMWMtms.ftm*-r&* > 

o tett § ^i/:E?iJ *f f LmRNA^lIL, i^mRNAJIg (a) K# 

±|B (1) ~ (6) ov»-f*LjMcSB|fto:£ft ; 

(8) HriBDNAW3C***E rror-Prone P C R Ci o Tfr *>tt* > 

_tfE (i) ~ (7) ^v^-rtL^^tBi^co^o 
O) xg (a) ~ (d) *mmm)&?zt\zz<>xi&mm&t<oi&E&m 
jj^MitLtz? > s*? n*m%-tz, ±ib (i) - (8) <D^-r*ifrKum<Dj5 

[0 0 11] 

(10) HftffimRNA^ 8~5 0 0i(?)75yI^i^tt^^V^St3 

-Kts^t^^, ±ib (i) - (9) m»r*L3WciE*w>2ri£ ; 

(11) frfBmRNA^ 1 0__~2 0 0iO7< >>^l^£W1-& * 

K-t**we**> ±ta (i) ~ do) <D^-ftifrKmm<7mm 0 



tttSE#2 004-3087411 



#12 0 0 3-2 0 5 1 3 9 8/ 
(12) mffimRNA^ 0m<K> is ym&*^tZ>9y ^ 

- K1"& fc<aT?*>£> JtfB (1) ~ (11) ©v»-f ^^IBIRO^ft ; 
(1 3) ItffBmRNA^ H^-f^ tM >1StikW**L*ti 2 ~ 1 O^ttT 

_hfB (1) ~ (12) (O^-f *ttf*fciBlW>^fe ; 
(14) #TlBmRNA^\ N^SftllOHtttl^* V*tM >SJUfefc*"l) C*«^ 
miz®Mt%> >5^& ? 1 0-5 0*H#t*L-C\/>&* Wn°*SC&3- K"t4 

±ffi (i) ~ (13) ov»-f jx*»Ki|Bft©^rtt ; 
<k<a-e&£, _hie (i) ~ (14) ov>i» tL^iciamo^ft ; 

(1 6) HifsBX^— 9— {i0ffl*££-g&te£3rU frlBmRNA-tf^-n-T^i/ 
VitlSfls^ ^-^@ffl^^*^LT@ffilC^$ttTV^, JifB (1) ~ ( 
15) covvf *L*fc|Bft0>#fe ; 

(17) frfBHffl^ V^tf-X, #7^H-X, TTTn-jz.tf-X, -fe-7 
IB (1) ~ (16) ©v»T*L*£fB*W>:frft ; 

[0 0 12] 

(18) IMfflB^^-t-OBffift^ttiDlfmWffi** IT* ») , 1*1 (b 

(») (c) Kttl"^ ±|B (1 6) Xt± (1 7) KmWWJjfe; 

(1 9) fffB*^— 9— **DNA^^— *J"C*«K KrSB^OBf^T^SB&^ftUIR*^ 

®»au-a-e3bi)> -tiB (is) kib^^; 

(2 0) ±fB (1) ~ (19) <D^?tlfr<Djj&K£<>Xntbtl2>?>'*?nX~ 
8~5 0 0<7)7^«^fU ^JV7-f K^=Sri-^> Zi^cDi/^ 
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9/ 



(2 1) 8~5 0 0O7^/i^f U ^jP7O^m5/:<6(0y^ 
[0 0 13] 
[0 0 14] 

Tffiifi (a) - (c) z^-fz, is^Tjynm-zjyy&KT 

(a) 4>£ < & 2JkLtOv.X7^ >^*^tf^ ^^f^n-Kt^mR 

(b) IS (a) -C#P)^mRNA-PMl^ (W) mW3kt*W:m 
m rmRNA-PM-PRTlM (#) J ti>^o) £ii«-&I 

(c) IS (b) (3^tig$H/;mRNA-PM-PRTaM £ 
lJ^±c7)^t?St mRNA-PM-PRTllSft: *<7>v>-f 

[0 0 15] 
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1. ( a ) ; mRNA-tra-p^'»jt»ft (id ojgM 

(mRNA^ie^J^ft) 

«fc L< f*4 - 1 0iO'>7f>f>^tt4^WH3 - Kf^o 

-e^v»BE^Jo(59^0f Lv\, ft fcN*«ffi S'* ^ >f 

3- KmRNAiffl tv> 0 
[0 0 16] 

*L<»±. 1 0-2 0 0, £*)1ft£L< ti 10-100, $ <b * L < (4 1 5 
-5 0, ££>&c$?3: t< (42 0-4 O-IBOT^yi^lfe^^r-fa^ 

[0 0 17] 
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l£> TIfi<7) r ^ y ^@e^ij (5£cK Sl~S6li>'^x^ >3Ufe*3FU Al~A30fiv 

SmRNA»>t>tL* 0 
[0 0 18] 

( 1 ) Al-A2-Sl-A4-A5-A6-S2-A8-A9-A10-Sa-A12-A13-A14-M-A16-A17-A18-S5-A2 
0-A2 1 -A22-36-A24-A25-A26-A27-A28-A29-A30 ; 

( 2 ) Al-A2-A3-Sl-A5-A6-A7-S2.-A9-A10-All-Sa-A13-A14-A15-M-A17-A18-A19-S 
5-A21-A22-A23-S6-A25-A26-A27-A28-A29-A30 ; 

( 3 ) A1-S1-A3-A4-A5-A6-S2-A8-A9-A10-A11-S3.-A13-A14-A15-A16-M-A18-A19-A 
20-A21-SS-A23-A24-A25-A26-S&-A28-A29-A30 I 

( 4 ) Al-Sl-A3-A4-A5-A6-A7-S2-A9-A10-All-A12-A13-Sa-A15-A16-A17-A18-A19- 
S4-A21-A22-A23-A24-35-A26-A27-A28-SG-A30 ; 

( 5 ) Al-A2-Si-A4-A5-^-A7-A8-A9-A10-All-A12-A13-Sa-A15-S4-A17-A18-A19-A 

20-A2 1-A22-A23-A24-SS-A26-A27-SS-A29-A30 ; 

( 6 ) A1-A2-A3-A4-A5-S1-A7-A8-S2-A10-A11-A12-A13-A14-A15-S2-A17-S4-A19-A 

20-A21-SS-A23-A24-A25-SS-A27-S&-A29-A30 ; 

( 7 ) A1-A2-A3-S1-A5-A6-A7-A8-A9-A10-A11-S2-A13-A14-A15-S3-A17-A18-A19-A 

20-A21-S4.-A23-A24-A25-S5-A27-A28-S&-A30 ; 

( 8 ) Al-Sl-A3-S2-A5-A6-A7-A8-A9-Sa-All-A12-M-A14-A15-A16-A17-A18-A19-A 

20-A21-A22-A23-S5-A25-A26-A27-S6-A29-A30 *, 

( 9 ) A1-A2-A3-A4-A5-A6-S1-A8-A9-A10-S2-A12-A13-S3-A15-A16-A17-A18-A19-A 
20-S4.-A22-A23-A24-A25-A26=35-A28-Sfi-A30 ; 

(10) A1-S1-A3-A4-A5-A6-S2-A8-S3--A10-S4-A12-A13-A14-A15-A16-A17-SS-A19 

-A20-A21-A22-A23-A24-3£-A26-A27-A28-A29-A30 o 
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[0 0 19] 

(7n-f>f >t*-^/^>^) „ GenBank (National Center for Biotech 
nology Information), EMBL (European Bioinformatics Institute, EBIK 

ddbj m&&m^ftm)mfrb\^*smx~$>2> 0 

<4*>&^ 7 r > f ^ 7 - ^ ^ t'Ol^ ©gf ^F^4 1 1 0 ttz 

(1) Nielsen, KJ, et al. J.Mol. Recognit., 2000; 13: 55-70 

(2) Norton, RS, & Pallaghy, Toxicon, 1998; 36: 1573-1583. 

(3) Kim JII, et al., J. Mol. Biol. 1995; 250: 659-671 

(4) Goldenberg, DP., et al., Protein Science, 2001; 10: 538-550. 

(5) Miles, LA., et al., J. Biol. Chem. , 2002; 277: 43033-43040. 

[0 0 2 0] 
(mRNAOll) 

*5&W"Clv»t>*t4mRNA»±, ±8BOJ: r> L T il /&* 3 — K1"^<§T5 J 

(PerSePtive Biosys terns, DNA/RNA Synthesis System, 1995) 0 ttz^ Z<7)£ 
UmRNAIi, ±m<D i^: Lftttf U:7^/ Sr^-T * * W« * Jt & 

tttSE# 2004-308741 1 
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PjRi"*ii:**T?§a (Krupp G & Soil D, FEBS Lett. 1987, 212,271-275.) 

O 

ODNA^'f^'J -*»f>(Sf$*iamRNA*lv^ii:^l4o 
[0 0 2 1] 

-HUea-nv^ «»X(it?a-n«7/f V>*IWfr&**$fiSL*C* mRN 
„ mRNAt fllR Ztitz?>s*?MtZ «HW*Sv» tim^^^SI * 

V/^fffc^Lfcln vitro virustT V * ^**^Jfii"4 i ttf%& hftX^h 
(Nemoto et al., FEBS Lett. 414, 405 (1997) #88) o k?a-nv>fy> (P 
uromyc i n) »±, -€"0 3 '*J|*«7 5 ^ T v;^ t RN A ^t^Mtit-t^rt* 
SMRLTV^ TfS5£ (I) : 
[0 0 2 2] 
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m i] 

CH3 .CH3 




en 

[0 0 2 3] 

^T^^^tyF ( 3 ' — N — Ami noacy l pu romyc i n am 
inonucleoside, PANS-7^1) > flOx-tf, SMU^F 
'JyVOPANS-G 1 y> yBBB**^y V^PANS-Va K T^SM 
U&T? - >©PANS-A 1 a, -e<£>lt^ T 5 y* Wffltf&TV&T 5 y 

Mt^3'-N-75y7y;V77 , yy>7^^^I/tyK (3'-Ami n 
oacyladenosine aminonucleoside, A AN S — 
7<7K) > fztx.^ 7^7»T'Jy>(7)AANS-Gly, T^yMSB 

VCOAANS -V a 1 , 75;W77^>WAAN S -A 1 a, 
flU 7 ^ / iH5^7 5 y t^^7 5 / f i:^Ic5t ^AANS-7^y 
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v^ibtL^ e^-nv^ ^>v^k^{±, 'jr>Wt'a-a-7^» (rCp 
Pur) , r^^yv^tf i-n^r-f (dCpPur) , 7**^>^ >J v;v 
ea-nY^fv'V (dUpPur) ftif^J^ Tm^Oit^m^^TFiTo 
[0 0 2 4] 

Mb 2] 




dUpPur Fluoropur 
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[ft 4] 




Lurothiopur 

[0 0 2 5] 

(7.^—9—) 

£©$tiBMfcl±, 0*L<(i> cco*^— Kmit>titzmffi&&Ui&*ifr 

ttftv^ #y K (DNA^tr) , #V o^V'Vfc i?tf>;f?V T;V* V 

-€-tLe>S:jt^**Kf* (-NH-, -CO-, -0-, -NHCO- -CON 
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#ffl 2 0 0 3 - 2 0 5 1 3 9 



17/ 



H-> -NHNH-, - (CH 2 ) n -[nl»lfl-l 0, 3: L < i± 1 ~ 3 ] 
[0 0 2 6] 

[0 0 2 7] 

* W^KSr-g-jftLfc&fc* mRNA-PM-^WM^@ 
mmmm Alu I, BamH U EcoR I> Hind II, Hind III, Pvu II & 

■a *> ntf - 1 *«-c § * o ftii RKKBRisia: * ougl * m 1- * mm <n m.&& « 

<&£H-C&& (New England. BioLabs 2000 • 01 Catalog & Technical referenced 
[0 0 2 8] 

tf a. - o v >f > fltf K nlft OSt^frfejR *m v» 5Cfc^l* 0 

\£*)?>s*?^ ^±m^m^-^-h, ^>Wn5>f K£L< fix f7^f-;v 
n-$r$ >>f Vft^T^-h^tM ; 3 H, We, 125 I ^ L < fil31 1 
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[0 0 2 9] 

m R N A - P MWfcfttfimfe $ *L£ @*H »±{RMC Rjg 3 ft-f % *<DW&&&&M 

^*@£1-*fi#k£&fc<3*fflv>;&££:#'C^ tfHxJt X^-lxV fcf-X, # 
7^if-X, T#n-*fcr-X N 4:77 n-^tf-X, ^^^e-x^e-x 

I ^7^KR, y'J3> 3I#U 7"77f 7 Milt 

#fg^f£) ^>36«; tf^x^SS^ 7*7^f 7 7ftff^ ; - bo-b;vn- 

x, #y tr-y T*>7/u*y K (pvdf) mott&fr > r U > % t*tf 

[0 0 3 0] 

W ©mRNA- P Mitfe-ft: * @*I @5^f & f±, m R N A 
Kl±#fclKs£$*Lfcv> 0 mRNAi: PM5:l^tax^-t-(:@^ 

J *^LT, mRNA-PMa«S#&BfflfcH5£-r&o H*B^g&&fi> mRN 
A-PMm^*mM<0®J|Stc^L#-S^O"C*tLjf#^^$tL35r^o i£ 

i 1 (M£»f, y^f>h% trL#^if) ri*fflv>t>*u ioft^ii, 

-S- h7>X7i7— tf/i7*;i/^^-^> A DNA^>^ s 7f/DNA, £l 
ATP^Va^I/ATP, *4v»liJtX h ? V * - "sWR/ 
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& 0 ztLbn+ty &ttm^&/mtt&^&wmtiL<om.&t£Lx\*, r 

[0 0 3 1] 

<D £ 7 %<&%1<DJ3& t LTf±, ^Jx.{f, *v.=:v& % ^;v^;v7;p 

(P. M. Abdella, P. K. Smith, G. P 
. Royer, A New Cleavable Reagent for Cross-Linking and Reversible Immobi 
lization of Proteins, Biochem. Biophys. Res. Commun. , 87, 734 (1979) 

[0 0 3 2] 

&Ztit>(Dmffifc$i%i&&Z J &Z>Z£ i>X%& (Qiagentt^ LiquiChip Applicat 
ions HandbookS£#J£) o #»Wfc::i3V»T @^^l-ov^Tii±ffi^ 

[0 0 3 3] 

2 T*f (b) ! mRNA-PM-PRTMft COfi^ 

X*§ (b) *e^ N mRNA-PMMftilRItii$^ii:i:j:ot, 
* W^RO-S-J&fcfTV^ mRNA-PM-PRTIM Q&) tlIfl>o £ 



miE# 2004-308741 1 



#M2 0 0 3-2 0 5 1 3 9 **- 9 J : 20/ 

(Lamfrom H, Grunberg-Manago M. Ambiguities of translation of poly U in 
the rabbit reticulocyte system. Biochem Biophys Res Commun. 1967 27(1) : 1 

[0 0 3 4] 

A-PM-PRTmiS^ (M) *mm%HmiZ®t & o Wz.lt, nhiitzmR 
NA-PM-PRTjUgft: (S£) ^v^^-Xlx-f (DDT) & ¥<DMtuM 

<^)fftT> 0~3 5 e CT% 0. 5~3B#F^>Rfi>$-^TM7n-r^o Z<D£7 
KtykM. £ tt/c m R N A - P M- P R TaUt# £o-3 - K V 3cJi.$BM$ 
^JO^T> ai^fc^y 7 r - (^Jx.«pH.70 5 OmM 1 ; 77-) ft 1 . 

0-3 5t:t\ 5 3*~ lfl#^RS$-£&o ^KJSCT^kSfL M^^^ffl 
^7 77- (Mx.tf> Washing Buffer (Tris-HCl pH.8.0, NaCl lOOmM) "C^^-f 

-?> o 

NA-^-n^~>>-*>/^g^ffc (m Znm (c) ^-T^i:^^ 
[0 0 3 5] 

±f£I*l (c) K&\,*Xi±^ 11 (b) KiS^TPMSftfcmRNA-PM 



mtE# 2004-3087411 



2003-205139 



: 21/ 



l,v^i: c DN A7^f ^7 V ^ibli^^^ffl^tlR 
[0 0 3 6] 

mmtLxit, *<omwffl*> m.%wffim.xi> 

* k n^-g-r & W3ti*wnz.to h fix t> <ox i> m c t wx § & 0 

[0 0 3 7] 
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(LeTilly V. &Royer CA, Biochemistry. 1993, 32, 7753-7758) 

, mm* i tff &_t win 10^108) as<bi-*£*:*rv*$ 0 

[0 0 3 8] 

^HJg&JK * V - K r/^^D7^f K£L< fix h7^f;vn-^5 
[0 0 3 9] 
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^-v> : 23/ 



•Mt^o *<D£ j )ikm&£&tLx\± > mm-77X*>&m& (cu 1 

len, D. C. , et a 1. , Biosensors, 3 (4), 211 — 
225 (1987-88) ) > i/^yfe> h >f ^ - 9 J > (F u n a 

tsu, T. , et a 1 . , Nature, 374, 555-559 (199 
5) ) > &$b<t t-VVVTI- 7^X& % H*HB§$Sft&tfc£B; (Enzyme 
Linked I mm unosorbent Assay (ELISA) iCro 
wther, J. R. , Methods in Molecular Biolo 
g y , 11 (1 9 9 5) ) , $k%®ftmffi& (Perran, J. , et al 
. , J. Phys. Rad. , 1, 390-401 (1926) )> RlTSjtoB 
H5:5iHfr& (Fluorescence Correlation Spectro 
scopy(FCS) : E i g e n, M. , et al., Proc.Natl 
. Acad. Sci. USA, 9 1 . 5740-5747 (1994)) 

Wf7 >3M§fls # y * V >|fi#, *° y if - ;v T ;v a - 

A-PM-PRT^H§^*55-g|f -Sut^lSo f tztKDXi fcifcflsfcfTfcd 
Hi o rtt-frHlfcitf 3 £ Ogata Y, et al., Anal Chem. 2002 
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; 74 : 4702-4708) 0 W l::ki:;*hV/hTev?>£ $ * Vf 

tf-XtmRNA-PM-PRT mmfo k * »J» $ fcfft KIBE TfiStett 
[0 0 4 0] 

t±8SW&R*ra5£'f-&o * v^^Sf^rasetix Si T ^ y ^BE^I ~> - 9 > -9- 

<E^U nbfrtzDN A<DiMMm%*ffl%tir 2>Z£K£^>Xft 7 £k &*T?§£ 0 
tHto«»«<0|^5£»±, NMR> IR> #@Sft^^klcj:oT^f ? it^fiS 

o 

. [0 0 4 1] 

4. Iff (d) : arap»^»>/<»g<7?«» 

^h^k^t^ sfiL<ii^ jm (c) jc«v*t, (d) mmm 

(») OmRN A^f)»f C i ^ DNA^ill, §?>WDN 
A K^fc^A-T* i k izX o "C&^£ tL^EH«r*-r * mR N A &PI$K U - 
OmRNA^Il (a) ^v^tllO i ^ CI^ (b) RZf (c) Oftfc 

^it^ti-So -I^-Cx MffiDNAO^fciu Error-Prone PC 
Rf* (Gram H, et al, Proc Natl Acad Sci USA. 1992, 89, 3576-80.) > D 
NA Shuffling}* (Stemmer WP, Nature. 1994, 370, 389-391) m<F><&; 
ftlO^SfcioTff K^^tiSo 2js:|&^tci3V>Tl±> D N A K ^ > ^ A MS 
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m^X^mzmXt&Zb&X^Z, Error-Prone PCRWt 
Lv> 0 & 33, Error-Prone P CRS©^ y Hi, S t r a t a g e 
netti^GeneMorph PCT Mutagenesis Kit (Gen 
eMo r p hlill) t UTTfir|R$tLTV^ 0 £<D«fc -9 J&^^jpljffli"^ ± 
IfiXig (a) ~ (c) iCjsv^T, &&mto®MfrttLX&L-Ci>ttE&m't&9 

e (a) - (a) *&m.mmQ&?ztK£^xmm®Mt<Dmz.ftmt}*£ *) 

[0 0 4 2] 

ttz, (#fl;U£, 2- 1 00, £f2 L< (3:4-8 13) 

Z-fihWfc? >^^KOT5 yiMB^J<?5 3>-feV-9-^Eyflfll^l 

j&-r & z. t &x z % (&mm$:i&, ^^F&m.vmttmwi, %mm) (197 

5^) m^M) o Z(D£ J )%:X?i)--->frjjmz£'?X&t>tl&?>s* 
[0 0 4 3] 

h ofifs mm. £ & <£> x & & v> 0 

[0 0 4 4] 

iliS ffiJ 1 

1. ^^--^-BinLooD-Puro (J^L"F"PM#i: fr- DNA" £P&j-) gQ^Efr 

Puro-F-S [MM ; 5* - (S) -TC (F) - (Specl8) - (Specl8) - (Specl8) - (Specl8) -CC- ( 



tBfiE# 2004-308741 1 



Sfrm 2 0 0 3- 2 0 5 1 3 9 **-V : 26/ 

t 

Puro)-3\ BEXttJ: «9$iA]10nmol£> 100// ltf>50mMU ZsWi'^ 7 7 7- (pH7. 0) 

lOOmM TCEP^V Unit (final ImM) , MM."? 6 B#HBifc© U Puro-F-S 
OThiol£»x1"&o SWSJSfcfif} l£fnc50mMU Vlfe^y "7 t — (pH7. 0) fff 
<fc t^NAP5(T v v * A. 17-0853-02) &fflv*TTCEP(Tris(2-carboxyethyl)phosp 
hine hydrochloride) &Bfc < 0 Puro-F-S <DW&\%>, (S) f±5'-Thiol-Modif i 

er C6> (Puro)^Puromycin CPG, Spacerl8t±Glen Research Search ttSSJO*^ 
— (18-0-Dimethoxytritylhexaethyleneglycol, l-[(2-cyanoethyl)-(N,N-di 
isopropyl) ]-phosphoramidi te) T^^t^M^^^ir Z> 0 
[ft 5] 

DMTO-(CH2)2-04(CH2)2-0]4-(CH2)20 

(Pr)2N-P-OCH2CH2CN 

[0 0 4 5] 

0.2M V 7r-(pH7.0) 100// HC, 500pmol/> 1 Biotin-loop [(56me 

r) K^iJ ; 5'-CCCGG TG£A£ CTGTT TCATC (T-B)CGGA AACA£ £XG_CA CCCCC CGCCG CC 
CCC CG(T)CCT-3' U BEXtti ^BX) , (T) :Amino-Modif ier C6 dT, 

(T-B): Biotin-dT (T -f > itUmmmvuIKD^ ^ V £ 

mir) 120 ft U 100nMli#JEMCS (344-05051 ; 6-Maleimidohexanoic acid N-hydr 
oxysuccinide ester), Doj indottSl) 20^ U fciPx., &<SB$L;fc&, 37*0^ 
30^*«L^lfeK:, *KJ&©HCS*flfc»)lfe<o itift*«ET*CI£««*fe^ 0. 
211 y 7r-(pH7.0) lO/ilfcfc^U ±fBOSxLfcPuro-F-S(~lQnmo 

i)*in*.-c 4"C-e— wtt^o * v ^/wcfcfc-c^K a i ? KTCEP&tjnx. 

£S-C 1 5 L 5feRJfctf>Puro-F-S * * J - JWjjfcJK-eflSt <9 & % , 3kR 

[0 0 4 6] 

Jnacalai tesque CS0M0SIL 37918-31 10x250mm C18-AR-300 (Waters) 
Buf ferA ; 0. 1M TEAA, BufferB ; 80%T-fe h - h V )V (jg*&*t?#ffi Lfc & <D) 
$fca£:0.5ml/min (B%: 15-35% 33min) 

HPLC<Z>#Ijt±18%T* V;VT5 K**/U 62 < C)'C$#fU glftO^®* 
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27/ 



*ET-e*a»$*fc^ DEPCftk5l7tct?»^ b T , 10pmol/> li:t*o 
[0 0 4 7] 

^l^bBM*/*- K©*SDNAI±H— $HH*JK4>£< 2 oJgl±© S - S tt-fr 

3 - K1" * TIB DNA7^f77'J (E^iJ#-^ 4 5 „ fztzLZ <DWtffl lifflfctM 
&IE?|J) tDNAMi (Applied Biosystemstt^ : 3400) 

lESSlS^2_LXaa-Xaa-Xaa-Xaa-Cys-Xaa-Xaa-Xaa-Cys-Xaa-Xaa-Xaa-Cys-Xaa-Xa 
a-Xaa-Xaa-Cys-Xaa-Xaa-Xaa-Xaa-Cys-Xaa-Xaa-Xaa-Xaa-Xaa-Xaa-Xaa-Xaa-Cys-Xa 

a-Xaa-Xaa-Xaa 

IP^il^-^- 3 : X aa-Xaa-Cvs-Xaa-Xaa-Xaa-Xaa-Xaa-Xaa-Xaa-Xaa-Xaa-Cys-XaaXaa 
Cys-Xaa-Xaa-Xaa-Xaa-Xaa-Cys-Xaa-Xaa-Xaa-Xaa-Xaa-Cys-Xaa-Xaa-Xaa-Cys-Xaa- 

Xaa-Xaa-Xaa 

WM%& 4 : tttccccgccccccgtcctGCTTCCGCCgtgatgatgatgatgatg^CTCCGCTTGG 

AGGGCCGGAGGGNNNNNNNNN^ 

NNNNNNNNMCANN^ 

GTAAAATGTAATG 

IflgiEfrS- 5 : C ATGGTGGCTTGTAGTTGTAGMTGTAAMTGT^ 

NNNNNNTMWIMWTGTNNN^^ 

TGTNNNNNNNNNN^ 

gggggcggggaaa 

tiz, -^^iiCLTDNAyy^v- 6 : CATTACATTTTACATTCT 
ACAACTACAAGCCACCATG, StfE?!!*^ 7 : TTTCCCCGCCCCCCGTCCT) ^rlv^tPCR 

(^#:f«1£ 95*C 2^^> $m®. 95X: 30U\ T--y>^ 691C 15 

50\ #£RJS 72r 453K -fr^/USc 30E1) ^^ffv^ i^y-;VM^i«9 
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Q t B&i") (@B^iJ#-^ 8 : GATCCCGCGAMTTMTACGACTCACTATAGGGGMGTATTTTTACAA 
CMTTACCMCMCMCMCAMCMCMCMCATTACATTTTACATTCTACMCTACMGCCACCA 
fcy^M^-S: 1<7)PCR (£#:i^1£ 95T3 2#<7>#u fftJEtt 95t: 30 
%,\T~-Vy? 6 OX; 15*J\ 72t: 5 0f\ t^^^t 300 

CItUcJ:*), 5' 110 tcT7> Cap> t>WJ> KozakSS^h 3'^^x6t:X^v> ^ 
^?>ffe 7, ^- ^ -DNAO— IH5 1 Jllf & * (5' $J-aggacggggggcggggaaa (@E 

[0 0 4 8] 

3. 

if^±<D^u h n;ViC^v^^^ 0 D N A 8 fx g Id** U m7G Cap Analog(Prome 
gatt)£ft#!-M^3 2 O^M^^^xt^lCjpx., 3 7 1 IS^KJ&S-tfr&o 
^tlDNase, 7x;-;V< ^DD7* ^AjUItf;^ DS Primer Remover (Edge 
Biosys terns) "CftiS L/Elti" & 0 
[0 0 4 9] 

5' * ^ y 7JBL ^3' * ?WlJ £ f# o mRNA 300pmo 1 > PMft § * — 9— DNA 
£300pmol> lOxLigat ion Buffer (TaKaRa) 6^K DMS0 2.5// U *in*-55//lK£ 
2. J: 9 DEPC^StK * in x. & o ^^±-e85"C ^ <b 35t^2053^ »t T T ~ - V > ^ L 
, 15unit T4 Plynucleotide Kinase (TaKaRa, 2.5^1), lOOunit T4 RNA Ligase( 
TaKaRa, 2. 5^ 1) £ t^TL, 25t:45^RJS $ h 0 "9" V T^VfcRNeasy Mini Kit(Qui 
agen, 74104) tr^S t fcffe„ £ h KDS Pr imer Remover-C^if S£-t £ o 

Hi 2 mm^PM#§^^-'9--DNA^^^^$-^/i%O^B&l2! : Sr^1-o 
|24>, P(ikfa-n^fy>, Bti^^^V, ATCGutiDNA, RNA->-*- £^ 

t^DNA^ /h^*e^L 

m«E# 2004-3087411 
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^LTV^ 0 RNA<753'^tDNA05'^{i "T4 RNA Ligase" t7FLtzUfrX"7 
[0 0 5 0] 

5. PMrt £ J* ^ - -fr -DNA - mRNA^-fccp tf - X J^(D 

±UV£ 7 K&J&Ltz, PM#§7,^--9--DNA^mRNAO^#*. lS#2.3^m 
iO^jumOTlfyye-X (MAGNOTEX-SA. TaKaRa^ 9088) ifcM<D 7 n h 3 ;v 

60//l<*>Tlf^>lf-X£200//l OxlBinding Buf f er £ tt/c & <D) "C 2 111 

•C8fe»-*-&o SfcifKiu tfc»$*fclf-X'x ±fB2-2-e^t/cPM#§^^— 9- 
-DNAfcmRNA^^#^48pmolinx.> 1 x Binding Buffer 

200// l <Dl x Binding Buffer(^t$^^>0)Tlf-X^^-r^>^ If 
-Xlc|g^L^^o/cPM#§^^-^-DNAi:mRNAO^#^lX.«9l^<o £ <bK 
> 20 x Translation Mix(Ambion)10// K DEPC#yS7Kl90// l*inx^ IWtftKtf- 
X£ ?5fe?#-1-^o 

[0 0 5 1] 

±|B(7) tf-X£-7^*yh**y KJiT'ifclS: $ -g\ ft£#fflMlR^ (Ret ic Lysat 
e IVT Kit, Ambiontt, 1200) £300// l^iDx.> 30 c Cl5^I^KJS : l: ; fT^ o ^<^& 
, MgC12, KCl^-etL-TtL^-ceSmM, 750mM^^^> J:^ ^nx.T37t:-ei.5B#F^S!: 

-ti\ SUPERase-InCAmbionttx 2694)20unit£^/fl x Binding Buffer 
£ & CD) 200// l T? 2 ® If - X ^^-r & o 

[0 0 5 2] 
7- jg&g 

m&fe, -tlfi £ L T $ -£ tz e - X ** L T . TaKaRa BIOMEDICALS^ 

it©^nb3jw;^v\ 80// lO^^-JVT*^^#M-MLV(TaKaRa^ 2640A) 

mSE# 2004-308741 1 



#12 0 0 3 -2 0 5 1 3 9 : 30/ 

£fflv*T42 < ClO^H^ mti&EUS*ft$o *<0&K±V&kmtikKVX^ 1 xBind 
ing mfer(mtZ*ltzi><D) 200// l-ee-X*fttt&o 
[0 0 5 3] 

8. m&SMM 

±mxm6RV l 7X'mMZftX\£-XiZ®fclk2titz'<7J- K* 1 0 OmMODT 
T (Vft^V^f h-Jl/) ^iv^tfia, lB#RmJfo$^*xLfcO*>, Washing 
Buffer (Tris-HCl pH.8.0, NaCl lOOmM) 200ulT2 EI t?—X & 0 ^IC^ 
yf-K=Sr^b1-S7ti6lCo-3- KvScJMHft5 OnM*fflv»TMST? 1 0:53\ pH.7 
CO 5 OmM'j >^7 7 7-t"CSj£^> Washing Buffer (Tris-HCl pH.8.0, NaCl 
lOOmM) 200ul-etf-X£ 2 Wlfc&t&o 
[0 0 5 4] 

itK^-fr^rtr-XlcStfr, gsfaO'/n h 3/Wwf£v^ 40/z l<0^^-^t?24 
unit<^)1WIS^3!lPvuII(TaKaRa)*C37r 1 iSWiftft-r* i -etr-XjKADNA-* > 

^Kfctf-X^fc^ijfU-t&Sfcfr^o -elites e-XfcDNA-*V<* 
K»*#*tt4:R**3i»t**:Je>»w, BSA£fti&0. lmg/mHc&a J: ? Kim*. So 

[0 0 5 5] 

1 0. His»^»». 

Quiagentt^yn h ruW'tfcv^ ^T^l/fc^ficDLysis^y 7 7-(NaH2P04 5 
OmM, NaCl 300mM, imidazole lOmM, Tween20 0.05%, pH8.0)-£;ftJRU 20 /t 1 ON 
i-NTAtf — X (Ni-NTA Magnet icAgaroseBeads , QIAGENtt, 36111) fcilliU m. 
ST40^«#tft7&*e>ifctt-f * 0 ±Sfe^:tT-7n? KTrNi-NTA 
fcT-X£itl£S-£\ 100// 1 CDWash^ y 7 r - (NaH2P04 50mM, NaCl 300mM, imid 
azole 20mM, Tween20 0.05%, pH8. 0) < 2>o If-XfcifcjftS^fc^ E 

lute*? 7 7-(NaH2P04 50mM, NaCl 300mM, imidazole 250mM, Tween20 0.05%, 

pH8.o)£i5/z unx. 1 flf^MzS-c&tt u dna-* w^f^tm^^o 

[0 0 5 6] 
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1 1 , mmmm 

±|BIfil O^itmL/cDNA-* Vf tf>-feJl/n-7^ (Sig 

matt) *^MHLfe*9AJcaEU $WBS;h.fcfc«>*lHlJDtt-*o &te£*tfcFluore 
scein biotin (5-((N-(6-(biotinyl)amino)hexanoyl)afliino)pentyl)thioureidyl 
) fluorescein) (Molecular Probestt) ^Binding buffer ( 5 0 mM U >S^;> "7 
7-> lOOmM NaCl) "Cft^U 2 5 < C'C1B#^^ a Vt& 0 <k 

\ZT\Z s Jy£—£ (MAGNOTEX-SA^ TaKaRatt) 2 0// 1 ^JbDA. ifitl O^tt 
•f&o h*&^\f-XZm*bT^v7 7-3Z.mir&o Binding bu 

fferT~3[ek Vf-X4tfctt^ Elution buffer ( 5 0 mM V 77- 
„ lOOmM NaCl, 5 0 mM DTT) =SrJnx.TlB#^, £.1§lX~&W$' %> o 

[0 0 5 7] 

1 2. PCRtc*&^^<PDNA«liWI 

^ licfc* J: a t-IBISU'rPCRRJStw'ft1-4o £?>l^> 79 W v-tin-R T-L 
( 5 ' -CAACA ACATT ACATT TTACA TTCTA CAACT ACAAG CCACC- 3 ' (BB^J#-^- 1 
0 ) Ytag-R5 ' — TTTCC CCGCC CCCCG TCCT- 3 ' (WM^ 1 1 ) £ffiv\Taq# 
'J * 7 — tf fiTaKaRa Ex Taq (Takaratt) , RJ&&#tt«$5l4 95t: 253*<£>?£ 
> 95*0 30fS> :T-- , ;v$ r 69*C 15# 72X3 45$>tf>*9- 

>f ^;v*30lil^«9 5g1-o 7?'fT-fc|&<;fci6fc:/?'f A/t- (Edge Sci 
encett) ^fflv^Tim J- * J - /^JR-*" & o 
[0 0 5 8] 

T7 7n^-*-E^jfc^afliR$#BB^J:frfcoDNA (T 7 a) (SS^U 

*£2 t|SID) 

[0 0 5 9] 
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- 1 3 *3IliftD>g1-o 
[0 0 6 0] 

1 5. ->-^r>^ 

±fex^ 1 4 4 -ct\ mms k i <w -r * ;v * 4 @ is i? m l t# & ^pcru 

%dl±y°7 4 (NewLeft) ^fflv^y-^V^^ff^o -t^B^ fifc&J O 9 'f "/ 

ss^j«^SB^ijmR.mi-^ c: t zmw-tZo -e^-e, PCRj» £ ? n - - >^ 

(b * n V-WM £ W ffi 1" & „ 

[0 0 6 1] 
1 6 . ^a^Bfe 

"T %> o 

[0 0 6 2] 

1 7. fe^7^>f 

[0 0 6 3] 

W O^] 
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[0 0 6 4] 

SEQUENCE LISTING 
<110> Biovision Capital 

<120> A method of screening a useful protein 

<130> P03-0089 

<160> 11 

<210> 1 
<211> 55 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> modif ied_base 
<222> 20 

<223> Biotin is bonded to the 20th cytosine. 
<400> 1 

cccggtgcag ctgtttcatc cggaaacagc tgcacccccc gccgcccccc gtcct 55 

ffiiE# 2004-3087411 
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<210> 2 
<211> 36 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Synthetic peptide 
<220> 

<221> M0D_RES 
<222> 1-4 

<223> Xaa means any amino acid residue other than cysteine. 

4 

<220> 

<221> M0D.RES 
<222> 6-8 

<223> Xaa means any amino acid residue other than cysteine. 
<220> 

<221> MOD.RES 
<222> 10-12 

<223> Xaa means any amino acid residue other than cysteine. 
<220> 

<221> M0D_RES 
<222> 14-17 

<223> Xaa means any amino acid residue other than cysteine. 

ffiSE# 2004-308741 1 
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<220> 

<221> M0D_RES 
<222> 19-22 

<223> Xaa means any amino acid residue other than cysteine. 
<220> 

<221> M0D_RES 
<222> 24-31 

<223> Xaa means any amino acid residue other than cysteine. 
<220> 

<221> M0D_RES 
<222> 33-36 

<223> Xaa means any amino acid residue other than cysteine. 
<400> 2 

Xaa Xaa Xaa Xaa Cys Xaa Xaa Xaa Cys Xaa Xaa Xaa Cys Xaa Xaa Xaa 

5 10 15 

Xaa Cys Xaa Xaa Xaa Xaa Cys Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Cys 

20 25 30 

Xaa Xaa Xaa Xaa 
35 

<210> 3 
<211> 36 
<212> PRT 

<213> Artificial Sequence 
<220> 

ffiSE# 2004-3087411 
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<223> Synthetic peptide 
<220> 

<221> M0D.RES 
<222> 1-2 

<223> Xaa means any amino acid residue other than cysteine. 
<220> 

<221> M0D_RES 
<222> 4-12 

<223> Xaa means any amino acid residue other than cysteine. 
<220> 

<221> M0D.RES 
<222> 14-15 

<223> Xaa means any amino acid residue other than cysteine. 
<220> 

<221> M0D_RES 
<222> 17-21 

<223> Xaa means any amino acid residue other than cysteine. 
<220> 

<221> M0D.RES 
<222> 23-27 

<223> Xaa means any amino acid residue other than cysteine. 
<220> 

<221> M0D_RES 
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<222> 29-31 

<223> Xaa means any amino acid residue other than cysteine. 
<220> 

<221> M0D_RES 
<222> 33-36 

<223> Xaa means any amino acid residue other than cysteine. 
<400> 3 

Xaa Xaa Cys Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Xaa Cys Xaa Xaa Cys 

5 10 15 

Xaa Xaa Xaa Xaa Xaa Cys Xaa Xaa Xaa Xaa Xaa Cys Xaa Xaa Xaa Cys 

20 25 30 

Xaa Xaa Xaa Xaa 
35 

<210> 4 
<211> 215 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<220> 

<221> modif ied_base 
<222> 71-82 

<223> n means any of A, T, G and C. 
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<220> 

<221> modif ied_base 
<222> 86-109 

<223> n means any of A, T, G and C. 
<220> 

<221> modif ied_base 
<222> 113-124 

<223> n means any of A, T, G and C. 
<220> 

<221> modif ied_base 
<222> 128-139 

<223> n means any of A, T, G and C. 
<220> 

<221> modif ied_base 
<222> 143-151 

<223> n means any of A, T, G and C. 
<220> 

<221> modif ied_base 
<222> 155-163 

<223> n means any of A, T, G and C. 
<220> 

<221> modif ied_base 
<222> 167-178 

<223> n means any of A, T, G and C. 
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<400> 4 

tttccccgcc ccccgtcctg cttccgccgt gatgatgatg atgatggcct ccgcttggag 60 

ggccggaggg nnnnnnnnnn nnacannnnn nnnnnnnnnn nnnnnnnnna cannnnnnnn 120 

nnnnacannn nnnnnnnnna cannnnnnnn nacannnnnn nnnacannnn nnnnnnnnca 180 

tggtggcttg tagttgtaga atgtaaaatg taatg 215 

<210> 5 
<211> 215 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Synthetic DNA 
<220> 

<221> modif ied_base 
<222> 38-43 

<223> n means any of A, T, G and C. 
<220> 

<221> modif ied_base 
<222> 47-73 

<223> n means any of A, T, G and C. 
<220> 

<221> modif ied_base 
<222> 77-82 

<223> n means any of A, T, G and C. 
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<220> 

<221> modif ied_base 
<222> 86-100 

<223> n means any of A, T, G and C. 
<220> 

<221> modif ied_base 
<222> 104-118 

<223> n means any of A, T, G and C. 
<220> 

<221> modif ied_base 
<222> 122-130 

<223> n means any of A, T, G and C. 
<220> 

<221> modif ied_base 
<222> 134-145 

<223> n means any of A, T, G and C. 

* 

<400> 5 

catggtggct tgtagttgta gaatgtaaaa tgtaatgnnn nnntgtnnnn nnnnnnnnnn 
nnrainnnnnn nnntgtnnnn nntgtnnnnn nnnnnnnnnn tgtnnnnnnn nnnnnnnntg 
tnnnnnnnnn tgtnnnnnnn nnnnnccctc cggccctcca agcggaggcc atcatcatca 
tcatcacggc ggaagcagga cggggggcgg ggaaa 

<210> 6 
<211> 37 
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215 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Primer 
<400> 6 

cattacattt tacattctac aactacaagc caccatg 

<210> 7 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Primer 
<400> 7 

tttccccgcc ccccgtcct 

<210> 8 
<211> 117 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Primer 
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gatcccgcga aattaatacg actcactata ggggaagtat ttttacaaca attaccaaca 
acaacaacaa acaacaacaa cattacattt tacattctac aactacaagc caccatg 

<210> 9 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Primer 
<400> 9 

aggacggggg gcggggaaa 

<210> 10 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Primer 
<400> 10 

caacaacatt acattttaca ttctacaact acaagccacc 

<210> 11 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Primer 



<400> 11 

tttccccgcc ccccgtcct 
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